Ub-FANCD2 (L) FANCD2 (S)
Alkaline comet assay. U2OS cells were trypsinized, washed and resuspended in PBS at a density of 0.5 x 10 6 cells/ml. Cell suspensions were mixed at a 1:1 ratio with 1.5 % low melting point agarose Type VII (Sigma-Aldrich) and cast on a microscope slide precoated with 0.5% agarose Type IA (Sigma-Aldrich). After solidification, slides were incubated in lysis buffer (2.5 M NaCl, 100 mM EDTA, 10 mM Tris, pH 10, 1% Triton X-100) for 2 h at 4°C. After lysis, slides were placed in a horizontal electrophoresis tank covered by electrophoresis buffer (1 mM EDTA, 300 mM NaOH) and incubated for 40 min. Electrophoresis was performed at 1V/cm distance between electrodes for 40 min.
Slides were washed twice with 0.4 M Tris-HCl pH 7.5 and twice with distilled water before immersing in 70% ethanol for 5 min. Slides were then air-dried and subsequently stained with SybrGold (Invitrogen). Comets were analyzed with Komet 6 (Andor) software.
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